Introduction
The human microbiome is defined as the sum of all microbes colonizing the human body [1] . The gut microbiota is one of the largest microbial ecosystems of the human body, consisting of 10 14 microbial cells with a microbiome 150 times larger than the human genome [2] . The gastrointestinal microbiota colonization starts before birth with the maternal microbiota, and its early composition is influenced by the mode of birth. Its composition matures rapidly for the first year and reaches adult form by 3 years [2, 3] . A disruption of its equilibrium has been proven to be implicated in a growing number of pathologies such as inflammatory bowel disease, irritable bowel syndrome, obesity [3, 4] and severe acute malnutrition [5] [6] [7] .
A new cultural approach, microbial culturomics, based on the multiplication of culture conditions with a variation of temperature, media and atmosphere, was developed in our laboratory in order to explore as exhaustively as possible a microbial ecosystem [8, 9] . Using this new approach, we isolated a new member of the Bacillaceae family. At this time, 52 validated genera are part of the Bacillaceae family, which was created in 1895 by Fisher; Bacillus is its type genus, described by Cohn in 1872 [10] . Most species of this family are found in the environment (soil, water and plants) and are opportunistic pathogens in humans, except Bacillus anthracis, which is well known as being highly pathogenic. The Bacillaceae family includes Gram-positive, rod-shaped, mostly aerobic and facultative anaerobic genera [11] . By adding the description of the assembled and annotated genome of the species and the proteomic description of the strain with the matrix-assisted desorption ionization-time of flight mass spectrometry (MALDI-TOF MS) profile to the classical description principles (phylogenetic relationships based on the 16S rRNA sequence, phenotypic and genotypic characteristics), a new concept of description called taxonogenomics was developed in our laboratory [12] .
Here we describe the genus Rubeoparvulum, the type species of which is Rubeoparvulum massiliense strain mt6 (= CSUR P1473 = DSM 100479) from a stool sample collected in a 2-month-old infant living in Senegal and presenting with kwashiorkor, a type of severe acute malnutrition.
Materials and Methods
Ethics and sample collection The strain mt6 was isolated from a stool taken from a severely malnourished 2-month-old boy with a height-for-age score of −5.87 who had nutritional edoema. Collection was performed in Senegal in April 2014. This sampling was undertaken as part of an exploratory study of the human gut microbiota in African children with malnutrition. The study was approved by the local IFR 48 ethics committee under agreement 09-022. The boy's parents provided informed oral consent. The sample was stored at −80°C after collection.
Strain identification by MALDI-TOF MS and 16S rRNA sequencing
In order to explore as exhaustively as possible the bacterial diversity of the faecal sample, the culturomics concept was used to culture this sample using 18 culture conditions [8] . The purified colonies obtained were identified using MALDI-TOF MS as described previously [13, 14] . Colonies were deposited on a MTP 96 MALDI-TOF MS target plate (Bruker Daltonics, Leipzig, Germany), which was analysed with a Microflex spectrometer (Bruker Daltonics). The spectra obtained were matched against the references of the 7567 bacteria contained in the database by standard pattern matching (with default parameter settings) with MALDI BioTyper database software 2.0 (Bruker Daltonics). An identification score over 1.9 with a validated species allowed the identification at the species level, and a score under 1.7 did not enable any identification. The 16S rRNA gene was amplified and sequenced as previously described [15] . The obtained 16S rRNA sequence was compared to those in GenBank (http://blast.ncbi.nlm.nih.gov. gate1.inist.fr/Blast.cgi) to determine the percentage of sequence similarity with the closest bacteria. A new species or genus was defined by a similarity level of the 16S rRNA sequence under 98.65% or 95% respectively [16] .
Growth conditions
The ideal growth conditions of strain mt6 T were determined by testing different culture conditions. Five growth temperatures (25, 30, 37, 45 and 56°C) were tested under anaerobic and microaerophilic atmospheres using GENbag anaer and GENbag microer systems respectively (bioMérieux, Marcy l'Étoile, France). Aerobic growth was tested with and without 5% CO 2 . Growth was also tested at various pHs (6, 6.5, 7, 7.5, 8 and 8.5) using a pH-adjusted Colombia agar (bioMérieux). Salt tolerance was also tested with 0.5, 1, 5, 7.5 and 10% (w/v) NaCl.
Morphologic, biochemical and antibiotic susceptibility tests Phenotypic characteristics (Gram staining, sporulation, motility) were determined as previously described [8] . The catalase (bioMérieux) and oxidase (Becton Dickinson, Le Pont de Claix, France) activities were also tested. Cell morphology was observed after negative staining of bacteria using a Tecnai G20 transmission electron microscope (FEI Company, LimeilBrevannes, France). The biochemical features of strain mt6 T were investigated with API 50CH, API ZYM and API 20A strips (bioMérieux) according to the manufacturer's instructions. Cellular fatty acid methyl ester (FAME) analysis was performed by gas chromatography mass spectrometry (GC/MS). Strain mt6 was grown on 5% sheep's bloodenriched Colombia agar (bioMérieux) for the fatty acid analysis, which was carried out by GC/MS. Approximately 67 mg of bacterial biomass was each collected from several culture plates. Cellular FAMEs were prepared as described by Sasser (http://www.midi-inc.com/pdf/MIS_Technote_101.pdf). Briefly, GC/MS analyses were realized by a Clarus 500 gas chromatograph equipped with a SQ8S MS detector (Perkin Elmer, Courtaboeuf, France). A total of 2 μL of FAME extracts were volatized at 250°C (split 20 mL/min) in a Focus liner with wool and separated on an Elite-5MS column (30 m, 0.25 mm i.d., 0.25 mm film thickness) using a linear temperature gradient (70 to 290°C at 6°C/min), allowing the detection of C4 to C24 fatty acid methyl esters. Helium flowing at 1.2 mL/min was used as carrier gas. The MS inlet line was set at 250°C and EI source at 200°C. Full scan monitoring was performed from 45 to 500 m/z. All data were collected and processed using Turbomass 6.1 (Perkin Elmer). FAMEs were identified by a spectral database search using MS Search 2.0 operated with the Standard Reference Database 1A (National Institute of Standards and Technology (NIST), Gaithersburg, MD, USA) and the FAMEs mass spectral database (Wiley, Chichester, UK). Retention time correlations with estimated nonpolar retention indexes from the NIST database were obtained using a 37-component FAME mix (Supelco; Sigma-Aldrich, Saint-Quentin Fallavier, France); FAME identifications were confirmed using this index. Antibiotic susceptibility testing was performed using a disk diffusion method according to European Committee on Antimicrobial Susceptibility Testing (EUCAST) 2015 recommendations [17] . Inhibition diameters were measured using the Scan1200 scanner (Interscience, Saint-Nom-La Bretêche, France).
Genomic DNA (gDNA) preparation For gDNA preparation, R. massiliense strain mt6 T was cultured on 5% sheep's blood-enriched Columbia agar (bioMérieux) at 37°C aerobically. Bacteria grown on three petri dishes were resuspended in 4 × 100 μL of Tris-EDTA (TE) buffer. Then 200 μL of this suspension was diluted in 1 mL TE buffer for lysis treatment, which included a 30-minute incubation with 2.5 μg/μL lysozyme at 37°C, followed by an overnight incubation with 20 μg/μL proteinase K at 37°C. Extracted DNA was then purified using three successive phenol-chloroform extractions and ethanol precipitations at −20°C overnight. After centrifugation, the DNA was resuspended in 160 μL TE buffer.
Genome sequencing and assembly
Using the mate-pair strategy, the gDNA of R. massiliense strain mt6 T was sequenced on the MiSeq sequencer (Illumina, San Diego, CA, USA). The gDNA was barcoded in order to be mixed with 11 other projects with the Nextera Mate-Pair sample prep kit (Illumina). The mate-pair library was prepared with 1 μg of gDNA using the Nextera Mate-Pair Illumina guide, and the gDNA sample was simultaneously fragmented and tagged with a mate-pair junction adapter. The pattern of the fragmentation was validated on an Agilent 2100 BioAnalyzer (Agilent Technologies, Santa Clara, CA, USA) with a DNA 7500 labchip. The DNA fragments ranged in size from 1 to 10 kb, with an optimal size at 4.08 kb. No size selection was performed, and only 464 ng of tagmented fragments were circularized. The circularized DNA was mechanically sheared to small fragments with an optimal at 569 bp on the Covaris S2 device in microtubes (Covaris, Woburn, MA, USA). The library profile was visualized on a High Sensitivity Bioanalyzer LabChip (Agilent Technologies), and the final library concentration was measured at 24.4 nmol/L. The libraries were normalized at 2 nM and pooled. After a denaturation step and dilution at 15 pM, the pool of libraries was loaded onto the reagent cartridge and then onto the instrument along with the flow cell. Automated cluster generation and sequencing run were performed in a single 39-hour run at 2 × 251 bp. Total information of 10.1 Gb was obtained from a 1189K/mm 2 cluster density with a cluster passing quality control filters of 99.1% (22 579 000 clusters). The reads obtained were trimmed; assembly was performed by CLC genomicsWB4 software.
Genome annotation and comparison
Open reading frames (ORFs) were predicted using Prodigal [18] with default parameters, but the predicted ORFs were excluded if they spanned a sequencing gap region. The predicted bacterial protein sequences were searched against the GenBank [19] and the Clusters of Orthologous Groups (COGs) databases using BLASTP (E value 1e-03, coverage 0.7 and identity percentage 30%). If no hit was found, it was searched against the NR database using BLASTP with an E value of 1e-03, a coverage of 0.7 and an identity percentage of 30%, and if the sequence length was smaller than 80 aa, we used an E value of 1e-05. The tRNAScanSE tool [20] was used to find tRNA genes, while ribosomal RNAs were found using RNAmmer [21] . Lipoprotein signal peptides and the number of transmembrane helices were predicted using Phobius [22] . Mobile genetic elements were predicted using PHAST [23] and RAST [24] . ORFans were identified if all the BLASTP performed did not give positive results (E value smaller than 1e-03 for ORFs with sequence size larger than 80 aa or E value smaller than 1e-05 for ORFs with sequence length smaller than 80 aa). Such parameter thresholds have already been used in previous studies to define ORFans. Artemis [25] and DNA Plotter [26] were used for data management and the visualization of genomic features respectively. The Mauve alignment tool (version 2.3.1) was used for multiple genomic sequence alignment [27] .
Comparator species for genomic comparison were identified in the 16S RNA tree using Phylopattern software [28] . The genome of strain mt6
T was compared to those of Alkaliphilus metalliredigens strain QYMF, Clostridium aceticum strain DSM 1496, Alkaliphilus transvaalensis strain SAGM1 and Alkaliphilus oremlandii strain OhILAs. For each selected genome, the complete genome sequence, proteome genome sequence and Orfeome genome sequence were retrieved from the FTP of NCBI. An annotation of the entire proteome was performed to define the distribution of functional classes of predicted genes according to the clusters of orthologous groups of proteins (using the same method as for the genome annotation). Annotation and comparison processes were performed in the multiagent software system DAGOBAH [29] , which includes Figenix [30] libraries that provide pipeline analysis. To evaluate the genomic similarity between studied genomes, we determined two parameters, digital DNA-DNA hybridization (DH), which exhibits a high correlation with DDH [31, 32] and average genomic identity of orthologous gene sequences (AGIOS) [33] , which was designed to be independent from DDH [33] . The AGIOS score is the mean value of nucleotide similarity between all couples of orthologous proteins between the two studied genomes [33] .
Results

Strain identification and phylogenetic analyses
The mt6 strain was isolated after a 30-day preincubation at 37°C in an anaerobic blood culture bottle supplemented with 5 mL of rumen fluid filter-sterilized through a 0.2 μm pore filter (Thermo Fisher Scientific, Villebon sur Yvette, France). Strain mt6 T was subcultured on 5% blood-enriched Colombia agar (bioMérieux) in an anaerobic atmosphere at 37°C. The bacterium could not be identified by MALDI-TOF MS (score under 1.7), but sequencing of the 16S rRNA revealed that strain mt6 T 's nucleotide sequence had a 92% similarity level with
Bacillus mannanilyticus, the phylogenetically closest species with a validly published name (Fig. 1 ). According to Kim et al. [16] , a new genus can be defined by a similarity level threshold lower than 95%. Consequently, strain mt6 T was classified as a new genus called Rubeoparvulum, its type species being Rubeoparvulum massiliense (Table 1 ). The 16S rRNA sequence of strain mt6 was deposited in GenBank under accession number LN828926.
Phenotypic description
The growth of the mt6 stains occurred between 25 and 56°C on 5% sheep's blood-enriched Colombia agar. Optimal growth was achieved at 37°C after 48 hours of incubation in both 
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anaerobic and microaerophilic conditions. The cell growth was weaker in aerobic conditions. Strain mt6 was able to grow at pH values ranging from 6 to 8.5 and 0.5 to 5% NaCl concentrations. Cells were spore forming and motile, and they formed translucent colonies with a mean diameter of 0.5 mm on bloodenriched Colombia agar. Microscopic observations showed Gram-stain-negative, rod-shaped cells (Fig. 2) , and electron microscopy showed rods with a mean diameter of 1 μm and a mean length of 6.8 μm (Fig. 3) . Our MALDI-TOF MS database was incremented with the reference spectrum obtained for strain mt6 T (Fig. 4) . Comparisons of the aforementioned spectrum to that of other known species of the Bacillaceae family are represented in the gel view (Fig. 5) . Reference spectra are available in our online database (http://www. mediterranee-infection. com/article.php?laref=256&ti-tre=urms-database).
Strain mt6 T was negative for catalase activity and positive for oxidase activity. Using an API ZYM strip, positive reactions were recorded for alkaline phosphatase, esterase (C4), esterase lipase (C8), leucine arylamidase, α-chymotrypsin, acid phosphatase and naphtol-AS-BI-phosphohydrolase. Nitrate reduction was observed; urease, β-glucosidase and protease activities were positive using an API 20 NE strip. All other reactions were negative on both strips. An API 50CH was used to test the carbohydrates metabolization. The following carbohydrates were metabolized by strain mt6 Table 2 . The major cellular fatty acids found for strain mt6 were 12-methyl-tetradecanoic acid (25%), 10-methyldodecanoic acid (15%) and hexadecanoic acid (12%). This strain was composed of many branched structures (iso/anteiso). A specific 3-OH fatty acid was also described (<1%, Table 3 ).
Among tested antibiotics, cells were susceptible to amoxicillin, gentamicin, ceftriaxone, ciprofloxacin, penicillin, FIG. 5. Gel view comparing Rubeoparvulum massiliense strain mt6 T (= CSUR P1473 = DSM 100479) to other species within Bacillaceae family. Gel view displays raw spectra of loaded spectrum files arranged in pseudo-gel-like look. x-axis records m/z value. Left y-axis displays running spectrum number originating from subsequent spectra loading. Peak intensity is expressed by greyscale scheme code. Colour bar and right y-axis indicate relation between colour peak is displayed, with peak intensity in arbitrary units. Displayed species are indicated at left.
FIG. 4. Reference mass spectrum from Rubeoparvulum massiliense strain mt6 T (= CSUR P1473 = DSM 100479). Spectra from 12 individual colonies
were compared and reference spectrum generated. 
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imipenem, tobramycin and oxacillin but were resistant to metronidazole, trimethoprim/sulfamethoxazole, rifampicin, doxycycline, vancomycin, nitrofurantoin and erythromycin.
Genome properties
With an estimated size of 2 843 796 bp, the R. massiliense genome had a G+C content of 43.75% (Table 4 , Fig. 6 ). It was composed of six scaffolds composed of six contigs. Out of 2811 predicted genes, 2735 were protein-coding genes, and 76 were RNAs (seven 5S rRNA, one 16S rRNA gene, one 23S rRNA gene, 67 tRNA genes). A putative function was assigned to 1873 genes (66.63%) by COGs or NR blast. A total of 233 genes (8.28%) were identified as ORFans. The remaining 402 genes (14.70%) were annotated as hypothetical proteins. Table 4 shows the statistics of the genome, while Table 5 presents the distribution of genes into COGs functional categories.
Genome comparison
The genome of strain mt6 T was compared to those of closely related species (Table 6 ) by comparing their main genomic characteristics (size, G+C content, protein-coding genes, total number of genes (Fig. 7) .
Conclusion
The proteomic analysis of strain mt6 T with its MALDI-TOF MS spectrum, the 92% similarity level of the 16S rRNA nucleotide sequence to Bacillus mannanilyticus and the analysis of its complete assembled and annotated genome allowed us to propose the creation of a new genus called Rubeoparvulum gen. nov. Rubeoparvulum massiliense sp. nov. and strain mt6
T are the type species and type strain respectively of Rubeoparvulum gen. nov. Description of Rubeoparvulum gen. nov. Rubeoparvulum (ru.be.o, adj. 'red'; par.vu.lum, n. 'infant') strain mt6 T was isolated from the stool of a patient with kwashiorkor.
The term 'red infant' refers to the hair discolouration observed in kwashiorkor patients). Cells are rod-shaped, Gram-stain-negative bacteria. Optimal growth in anaerobic and microaerophilic conditions is at 37°C. The organism is catalase negative and oxidase positive; nitrate reduction, urease, β-glucosidase and alkaline phosphatase were positive. The type species is Rubeoparvulum massiliense strain mt6 T .
Description of Rubeoparvulum massiliense strain mt6 T gen. nov., sp. nov. Rubeoparvulum massiliense (mas.si.li.en 0 se, L. adj. massiliense, of Massilia, the old Greek and Roman name of Marseille, France, where the strain was isolated). Cells are spore-forming, motile and facultative anaerobe, Gram-stain-negative, rod-shaped bacilli with a mean diameter of 1 μm and a mean length of 6.8 μm. Colonies were small (mean diameter of 0.5 mm) and translucent on 5% sheep's blood- enriched Colombia agar. The organism is catalase negative and oxidase positive. Positive reactions were recorded for alkaline phosphatase, esterase (C4), esterase lipase (C8), leucine arylamidase, α-chymotrypsin, acid phosphatase and naphtol-AS-BIphosphohydrolase. Urease, β-glucosidase, protease activities and nitrate reduction were also positive. Glycerol, D-lactose, Dfucose, D-mannose, D-cellobiose, D-maltose, salicin, N-acetylglucosamine, potassium-5-ketogluconate and D-arabitol were metabolized. Cells were susceptible to amoxicillin, gentamicin, ceftriaxone, ciprofloxacin, penicillin, imipenem, tobramycin and oxacillin but were resistant to metronidazole, trimethoprim/ sulfamethoxazole, rifampicin, doxycycline, vancomycin, nitrofurantoin and erythromycin.
The G+C content of the genome is 43.75%. The 16S rRNA gene sequence and whole-genome shotgun sequence of R. massiliense strain mt6
T are deposited in European Molecular
Biology Laboratory/European Bioinformatics Institute under accession numbers LN828926 and CVPE00000000 respectively. The type strain mt6 T (= CSUR P1473 = DSM 100479) was isolated from the faecal matter of a 2-month-old boy from Senegal with kwashiorkor. 
